(A) Size-exclusion chromatography profiles of the GAK and Nb complexes performed on Superdex S200 column. (B) Sedimentation velocity AUC of the GAK and Nb complexes performed at 98 607 g using a protein concentration of ∼20 μM. The peak at 1.2 S corresponds to the free Nb; the kinase domain has a sedimentation coefficient of 2.5S and the kinase Nb complexes sediment around 3S. Some dimerization is obvious at 4.5S.
Figure S2 Details of structural comparison of NbGAK_1 and NbGAK_4
(A) Structure-based sequence alignment with their corresponding secondary structures annotated. High amino acid variations are observed for the three variable CDRs, and are coloured according to charge properties. NbGAK_4 has a shorter than normal CDR1 (H1). Highest sequence variation is found in CDR3 (H3), where a stretch of hydrophobic amino acids results in a helical segment (αA) for NbGAK_4 compared with a short anti-parallel two-stranded β-sheet insertion for NbGAK_1. (B) Surface representation and electrostatic potentials demonstrate distinct architectures of the epitope-recognition sites between the two Nbs. The GAK-binding site of NbGAK_4 is defined by a surface-filled non-charged interaction site with positively charged pockets spreading along the CDR surface. In contrast the epitope-binding site of NbGAK_1 forms a shallow groove between the CDR3 on one side and CDR1 and CDR2 on the other side, and exhibits a broad positively charged electrostatic surface. Calculation of solvent-accessible area using the PISA server revealed a slightly larger contact surface on GAK (692 Å 2 ) for the NbGAK_1 interaction, compared with the 578 Å 2 surface area needed for tight complex formation with NbGAK_4. 
